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Details of the assembly of clone 9G3
Sequencing of BAC clone 9G3 and de novo assembly resulted in three scaffolds, notably 47 (approximately 35 kb in length), 56 (31 kb) and 53 (22 kb), hence in a contiguous sequence with two gaps (Supplemental figure 2A) . The three scaffolds could easily be ordered because of the presence of BAC vector sequences at one end of both scaffold 47 and 53. Using primer pairs 4241/4242 and 4239/4240 corresponding to sequences flanking the two gaps in the 9G3 sequence (Supplemental figure 2A and Supplemental table 1) , fragments could be PCRamplified (Supplemental figure 2B ) and sequenced.
The gap between scaffolds 56 and 53 appeared to be a sequence of 6122 bp representing a Helitron (HelB). The gap between scaffolds 56 and 47 was found not to be a real gap but rather the result of a mis-assembly, most likely due to the presence of another Helitron copy (HelA) at the end of scaffold 47. Comparing the 9G3 gap closed sequence with the genome sequence of the Fol reference strain (Fol4287) revealed that it fully aligns with a genomic region in the lineage specific (LS) chromosome 14, namely with supercontig (sc) 2.22: 651200 to 712754, except for a unique fragment containing AVR1 (Supplemental figure 2A ).
Sc2.22 is composed of a large number of contigs of which four (partly) align with 9G3, namely contigs 852, 853, 854 and 855 (Supplemental figure 2A ). These contigs are separated by sequence gaps and the availability of 9G3 allowed closing of these gaps. Using primer pair 4618/4619 (Supplemental table 1) a 6.4 kb fragment could be amplified from both Fol4287 genomic DNA and 9G3 DNA (data not shown). Sequencing confirmed the identity of the amplified fragments and let us conclude that the gap between contigs 852 and 853 was the result of a mis-assembly due to the presence in this region of an NHT2-like retrotransposon. Similarly, PCR analysis using primer pair 4620/4621 ( Supplemental table 1) and sequencing indicated that the gap between contigs 853 and 854 can be explained by a mis-assembly due to the presence of a Fot5 DNA transposon (data not shown).
The third gap (between contigs 854 and 855) appeared to be located within a copy of transposable element Yaret2 that precedes a second Yaret2 copy on contig 855, suggesting the presence of two Yaret2 copies in a row. However, in 9G3 only one copy was identified.
Using primer set 4625/4630 (Supplemental table 1) a 3.7 kb fragment could be amplified from genomic DNA of both Fol4287 and Fol004 as well as from and 9G3 DNA (data not shown). Sequence analysis confirmed the presence of two Yaret2 copies in tandem sharing the LTR that separates the open reading frame of the two copies. This suggests that during assembly of the 9G3 insert sequence one copy was missed due to a high level of sequence similarity. The length of the full 9G3 insert was found to be 98694 nucleotides in total. Figure S1. Analysis of BAC clones with an insert containing the AVR1 locus (A) DNA of BAC clones 2G2, 9C1, 9G3 and 14I-2, selected from a Fol004-BAC library, was digested with either NotI or SwaI alone or with both enzymes. NotI was chosen to cut out the insert from the BAC vector (the vector pBleoBAC11 contains two NotI sites in the region flanking the insert). SwaI was chosen to estimate the approximate location of AVR1 in the insert (The analysis of 2.8 kb AVR1 genomic region revealed a SwaI site 294 bp downstream of AVR1 stop codon; the vector pBleoBAC11 does not carry a SwaI site). DNA fragments were separated on a 1% agarose CHEF gel at 5-to 15-s linear ramp time, 6 V/cm, 14°C in 0.5× TBE buffer for 18 h, and stained with ethidium bromide. The 7.5 kb band present in the We used PCR to determine whether, in addition to AVR2, Six5 is absent from Fol097. The left three lanes show presence and absence of amplicons obtained using primer pair 962+963 (corresponding to a 273 bp fragment) in water (W, negative control), Fol007 and Fol097. We confirmed the absence of AVR2 (SIX3) in Fol097. The middle three lanes show presence and absence of amplicons obtained using primer pair 1993+1994 (corresponding to a 524 bp fragment) in water, Fol007 and Fol097. We show the absence of Six5 in Fol097. The right three lanes are our positive control: primer pairs 157+158 correspond to a 274 bp region in the Fem1 promoter. Primers are listed in Suplemental table 1 and we used MassRuler DNA Ladder Mix (ThermoFisher) as a marker for fragment sizes. 
